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L10 ANSWER 21 OF 26 CAPLUS COPYRIGHT 2003 ACS on STN 
AN 2002:403935 CAPLUS 
DN 136:396983 

TI Nucleotide sequence encoding yeast restriction endonuclease I-Scel and 
uses in genetic mapping and site-directed gene recombination 

SO U.S., 84 pp., Cont. -in-part of U.S. 5,792,632. 
CODEN: USXXAM 

IN Dujon, Bernard; Choulika, Andre; Perrin, Arnaud; Nicolas, Jean- Francois 
AB The present invention relates to an isolated yeast DNA encoding the 
restriction endonuclease I-Scel, and use of I 
-Seel for mapping eukaryotic genomes and for in vivo site 
directed genetic recombination. Specifically, the invention relates to a 
vector comprising a plasmid, bacteriophage, or cosmid vector contg. the 
DNA sequence of the enzyme I-Scel. The invention also 
relates to E. coli, eukaryotic cells transformed with a vector of the 
invention, transgenic animal with the DNA sequence encoding 
i-Scel. The invention relates to a transgenic 

organism in which at least one restriction site for the enzyme I 

-Seel has been inserted in a chromosome of the organism. The 

invention further relates to methods for gene mapping in yeast chromosome, 

yeast artificial chromosome, and cosmids, and site-directed insertion of 

genes . 

PATENT NO. KIND DATE APPLICATION NO. DATE 



US 6395959 Bl 20020528 US 1996-643732 19960506 

US 5474896 A 19951212 US 1992-971160 19921105 

US 5792632 A 19980811 US 1994-336241 19941107 

US 2003182670 Al 20030925 US 2002-152994 20020523 



L10 ANSWER 12 OF 26 CAPLUS COPYRIGHT 2003 ACS on STN 
AN 1998:545391 CAPLUS 
DN 129:172448 

TI Cloning and expression of gene for restriction endonuclease I-Scel of 

Saccharomyces cerevisiae and use of I-Scel 
SO U.S., 79 pp., Cont. -in-part Of U. S. 5,474,896. 

CODEN: USXXAM 

IN Dujon, Bernard; Choulika, Andre; Perrin, Arnaud; Nicolas, Jean-f rancois 
AB A mitochondrial gene encoding restriction endonuclease I- 

Scel of Saccharomyces cerevisiae and a synthetic universal code 
encoding i-Scel for the expression in Escherichia coli 
and yeast are provided. Applications of I-Scel for 
genetically mapping yeast chromosomes by the nested chromosomal 
fragmentation strategy, inducing double stranded DNA break, and in vivo 
site-directed insertion of genes and homologous recombination in 
eukaryotes are also described. It may also be used for prepg. 
transgenic animal models of human diseases and genetic disorders. 
PATENT NO- KIND DATE APPLICATION NO. DATE 
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ANSWER 9 OF 26 CAPLUS COPYRIGHT 2 003 ACS on STN 

1996:428575 CAPLUS 

125:107019 

Nucleotide sequence encoding yeast enzyme l-Scel and 

its use in inducing homologous recombination in eukaryotic cells and 

protein production in transgenic animals 

PCT Int. Appl. , 122 pp. 

CODEN: PIXXD2 

Choulika, Andre; Perrin, Arnaud; Dujon, Bernard; Nicolas, Jean- Francois 
Synthetic DNA encoding the enzyme I-Scel is provided. 

The DNA sequence can be incorporated in cloning and expression vectors, 
transformed cell lines and transgenic animals. The vectors are 
useful in gene mapping and site-directed insertion of genes. A synthetic 
gene encoding Saccharomyces cerevisiae I-Scel 

restriction endonuclease was expressed in Escherichia coli and yeast. The 
enzyme was used in genetic mapping of a yeast chromosome, of YAC's, and of 
cosmids. I-Scel efficiently induced double-stranded 

breaks in a chromosomal target in mammalian cells and the breaks were 
repaired using a donor mol . that shares homol . with the regions flanking 
the break. 
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L10 ANSWER 25 OF 26 CAPLUS COPYRIGHT 2003 ACS on STN 
AN 2003:242490 CAPLUS 
DN 138:266837 

TI in situ formation of linear DNA for random integration into a host genome 

by linearization of circular DNA 
SO PCT Int. Appl., 88 pp. 

CODEN: PIXXD2 

IN Choulika, Andre; Joly, Jean-Stephane; Thermes, Violette; Ristoratore, 
Filomena 

AB A method for in vivo generation of a linear polynucleotide with free 5 1 - 
and 3 ' - ends from a circular vector that can integrate at random into a 
host genome is described. The vector contains a specific cleavage site 
for linearization that is either extremely rare or not found in the genome 
of the target cell, specifically, a cleavage site for a meganuclease . The 
meganuclease may be introduced into the cell by methods such as direct 
injection of the enzyme or its RNA or by introduction of the gene on an 
expression vector. The mutagenic sequence and the meganuclease gene may 
be on sep. vectors. The linear DNA is mutagenic and can be used to 
develop cells with new properties and uses, for example for prodn. of 
proteins or other genes, biomols., biomaterials, transgenic 
plants, vaccines, transgenic animals or for treatment or 
prophylaxis of a condition or disorder in an individual. The method is 
demonstrated in cultured animal cells. A plasmid carrying a green 
fluorescent protein reporter gene under control of a muscle- specif ic 
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promoter and flanked by two I-Scel cleavage sites was 
coinjected with i-Scel nuclease into eggs of Oryzias 

latipas. The fish from eggs treated in this manner showed expression of 
the reporter gene throughout the trunk musculature. In control expts. 
with circular DNA only or an expression construct linearized in vitro, 
expression was, missing, weak or sporadic. Efficiency of transmission of 
the transforming DNA was dependent on the copy no. of the transforming DNA 
in the founder cells. The. 
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